(a) Csn6 +/+ and Csn6 +/-MEFs were prepared from 13.5-day embryos derived from wildtype (wt) Csn6 +/+ and Csn6 +/-mice. After 4 days of culture, cell lysates were analyzed by indicated antibodies. MEFs clone 1 (c1) and clone 2 (c2) of each genotype were used. (b) Indicated MEF cells were serum starved and then refed with serum. The BrdU incorporation assay was performed to assess cell proliferation. BrdU positive cells were observed under immunofluorescence microscope. (c) BrdU positive cells were counted and quantitated as a bar graph.Csn6 +/-MEFs comprised have fewer less amounts of BrdU-positive cells than Csn6 +/+ MEFs, suggesting that CSN6 haplo-insufficiency defers cell cycle progression.
Skp-2 -/-MEFs were infected with lentivirus expressing CSN6 shRNA to knock down CSN6. The cell lysates were immunoblotted with anti-c-Myc, anti-CSN6, and anti-Tubulin. Quantitative RT-PCR by Skp-2 specific primers was used for detection of Skp2 mRNA. GAPDH mRNA was the control for the amounts of total mRNA. Note: CSN6 shRNA-mediated Myc destabilization still occurred in Skp2-null MEFs.
Supplementary Figure 4. CSN6 regulates Fbxw7 levels posttranscriptionally. (a)
The pulse chase analysis of Fbxw7. 293T cells were infected with CSN6 shRNA and the then the cells transfected with Flag-Fbxw7α for 24 hours.
35 S-pulse-labeled Fbxw7α protein was immunoprecipitated from transfected 293T cell lysates. Signal of Fbxw7α at each time point was measured using a densitometer. The turnover of Fbxw7α is indicated graphically. (b) CSN6 does not affect Fbxw7 mRNA level. 293T, U2OS, and HCT116 cells were transfected with increasing GFP-CSN6 doses as indicated. After transfection for 48 h, total RNA was extracted with TRIZOL reagent. Reverse-transcription was performed by using the SuperScriptn III FirstStrand kit. Each cDNA (10 ng) was amplified in triplicate with iQ SYBR Green Supermix PCR kit (Bio-Rad) for 40 cycles on a Bio-Rad system (iCycler Thermal Cycler). Sequences for primers are shown in Supplemental Table 1. GAPDH mRNA was used to standardize the total amount of cDNA. S-labeled Fbxw7 protein was incubated with indicated purified E1+E2 ubiquitin and increasing doses of CSN6. The mixtures were separated by sodium dodecyl sulfate polyacrylamide gel electrophoresis (SDS-PAGE) and exposed to x-ray film. (e) CSN6 reduced Fbxw7 mediated Myc ubiquitination in vitro. In vitro translated 35 S-labeled Myc protein was incubated with indicated purified E1+E2 ubiquitin and CSN6. The mixtures were separated by SDS-PAGE and exposed to x-ray film. (f) CSN6 reduced Fbxw7-mediated cyclin E ubiquitination in vitro. In vitro translated 35 S-labeled cyclin E protein was incubated with indicated purified E1+E2 ubiquitin and CSN6. The mixtures were separated by SDS-PAGE and exposed to x-ray film. Figure 2 . Each antibody produced a clear band at the expected size. Blocks indicate the specific bands used in the main figure. 
Supplementary Figure 10. Original western blots for images used in
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